[Abstract] Here, we present a simple and rapid protocol to measure the extent of cell-to-cell movement of RNA viruses in planta. To do that, the green fluorescent protein (GFP) gene was incorporated into the genome of Melon necrotic spot virus (MNSV) as a coat protein (CP) fusion protein using the Thosea asigna virus 2A catalytic peptide (TaV 2a) (Serra-Soriano et al., 2014) .
TaV 2a allows the co-translational cleavage of the fusion protein resulting in the independent expression of both proteins (Kim et al., 2011) . Viral infection was initiated by agro-infiltration of Cucumis melo leaves. At 6-7 days post-infiltration, fluorescent infection foci images were taken with a fluorescent stereo microscope and infection areas were measured using FIJI software. 4. Resuspend the pellet with Agrobacterium infiltration buffer. Since some viruses replicate and then move faster than others, the final A600 need to be adjusted depending on the virus. Large inoculum of a fast-moving virus may generate a high number of viral infection foci so close between them that they could be quickly merged. Therefore the resulting average size of the infection foci could be overestimated. If this occurs, reduce the final A600 until you get infection foci physically separated from each other. If, instead, only few infection foci are observed, the final A600 must be increased.
5. Leave at room temperature for 2 h before infiltration. 9. Select "Analyze particles" in the "Analyze" menu. In the new dialog box, set size range by trial and error to exclude tiny background particles. Choose "Exclude on edges" option to avoid counting partial infection foci at the edges of the image. Check "Include holes" if you want it to fill in holes and include that area in the measurement. Under "Show" select "Overlay outlines" to number the infection foci that are measured. These numbers correspond to data for individual particles that will be listed in the "Results" window if you check the "Display results" and click "Ok". 
